Poly(ADP-ribose) (PAR) is synthesized by poly(ADPribose) polymerases in response to genotoxic stress and interacts non-covalently with DNA damage checkpoint and repair proteins. Here, we present a variety of techniques to analyze this interaction in terms of selectivity and affinity. In vitro synthesized PAR was end-labeled using a carbonyl-reactive biotin analog. Binding of HPLC-fractionated PAR chains to the tumor suppressor protein p53 and to the nucleotide excision repair protein XPA was assessed using a novel electrophoretic mobility shift assay (EMSA). Long ADP-ribose chains (55-mer) promoted the formation of three specific complexes with p53. Short PAR chains (16-mer) were also able to bind p53, yet forming only one defined complex. In contrast, XPA did not interact with short polymer, but produced a single complex with long PAR chains (55-mer). In addition, we performed surface plasmon resonance with immobilized PAR chains, which allowed establishing binding constants and confirmed the results obtained by EMSA. Taken together, we developed several new protocols permitting the quantitative characterization of PAR-protein binding. Furthermore, we demonstrated that the affinity of the non-covalent PAR interactions with specific binding proteins (XPA, p53) can be very high (nanomolar range) and depends both on the PAR chain length and on the binding protein.
INTRODUCTION
The superfamily of poly(ADP-ribose) polymerases (PARPs) comprises over a dozen proteins, which have been identified in most eukaryotic organisms but are absent in yeast and prokaryotes (1) . PARP-1 is the bestcharacterized member of this family and is activated via binding to single-or double-strand breaks in DNA to catalyze the transfer of ADP-ribose moieties from NAD + on acceptor proteins, thus producing protein-coupled PAR chains (2) , which can be degraded by poly(ADPribose) glycohydrolase (PARG) in an endo-and exoglycosidic manner (3) . Very recently two novel isoforms of PARG have been identified, which possess mitochondrial targeting sequences and may participate in the signaling of PAR from the nucleus to mitochondria (4) . PARP-1 represents the predominant target ('acceptor') protein undergoing this covalent modification, but other nuclear proteins including p53, NF-kB, CSB and histones are poly(ADP-ribosyl)ated as well (5) (6) (7) (8) (9) . PARP-1 is functionally associated with DNA repair and contributes to the maintenance of genomic stability thereby counteracting cancer formation (10) (11) (12) (13) (14) (15) . PAR is a nucleic acid analog and consists of a heterogeneous mixture of linear and branched chains ranging from 2 up to 200 ADP-ribose units in vivo (16) . Owing to the ribose-phosphatephosphate-ribose backbone PAR has a higher negative charge density as compared to DNA and was suggested to exhibit a helical conformation (17) . It was proposed that non-covalent interactions with other molecules, for example with constitutive components of chromatin, play a crucial role in polymer function (18) . It is conceivable that non-covalent interactions with PAR depend on chain length and branching complexity (19) . Several years ago Pleschke and colleagues (20) identified a PAR-binding motif in a variety of proteins involved in DNA damage checkpoint and repair. Non-covalent interaction is mediated by a conserved consensus sequence, which is frequently located within functional protein domains. Binding was proposed to regulate DNA-protein and protein-protein interactions as well as protein degradation. Non-covalent binding of PAR to p53 dramatically reduces its DNA-binding activity in a concentration-dependent manner (21) . XRCC1, another protein harboring this consensus motif, specifically interacts with poly(ADP-ribosyl)ated PARP-1 via the PAR chains that are covalently attached to PARP-1. Thus XRCC1 is recruited to the site of DNA damage stimulating base excision repair (22, 23) . Topoisomerase 1, which is also involved in genomic stability, possesses three PAR-binding sites overlapping with structurally and functionally important domains (24) . PAR was shown to reactivate stalled topoisomerase 1 and to promote DNA strand break resealing. Very recently a physical and functional interplay of protein kinase Ataxia telangiectasia mutated (ATM), which is involved in the early DNA damage response, and PAR has been established (25) . Moreover, PAR was demonstrated to associate with mitotic spindles and to be required for spindle function in Xenopus laevis egg extracts (26) . The increasing number of biological processes, in which PAR is involved, highlights the importance of this complex biopolymer (27) . Binding of PAR to proteins is not only highly specific but also very stable, e.g. histone H1-PAR complexes resist phenol partitioning, high-salt washes and detergents (28) . So far, however, virtually nothing is known concerning the selectivity and affinity of this interaction. Merely histones were characterized with regard to chain length using an in vitro phenol-partitioning assay, which revealed a preferential binding of histones to long and branched ADP-ribose chains (28, 29) .
We established several novel methods to assess the noncovalent interaction between PAR and specific binding proteins as a function of PAR chain length. In particular, we end-labeled ADP-ribose chains with a biotin moiety and subsequently fractionated PAR by high-resolution anion exchange HPLC to obtain ADP-ribose chains of defined length. In order to quantify the binding affinities to selected proteins (p53, XPA), we developed an electrophoretic mobility shift assay (EMSA) and used surface plasmon resonance (SPR) to determine the binding kinetics. We demonstrate for the first time that noncovalent PAR-protein interactions exhibit extraordinary high affinities (nanomolar range) and display a hitherto unknown selectivity with regard to both chain length and the binding protein.
MATERIALS AND METHODS

Material
Mouse monoclonal antibody 10H was immuno-purified on a protein A column (Sigma) from culture supernatant of 10H hybridoma cells (30) . Q Sepharose FastFlow was from Amersham Biosciences and Ni-NTA Superflow was purchased from Qiagen. TCA, EDTA and 40% acrylamide solution (19:1) was from Roth. NaCl and ethanol were obtained from Riedel-de Ha¨en. The octameric oligonucleotide GGAATTCC was purchased from Invitrogen. All other chemicals were obtained from Sigma-Aldrich.
Protein expression and purification
Recombinant PARP-1 was overexpressed in Sf9 cells using the baculovirus system and purified as described (31) except that the oligo-dT/poly-A cellulose step was replaced by a dsDNA-cellulose (Sigma) column chromatography. p53 was overexpressed in High-Five insect cells and isolated by anion exchange and DNA cellulose affinity chromatography (32, 33) . The cDNA encoding for XPA was cloned into baculovirus expression vector pVL 1392 (BD Biosciences), expressed as His-tagged fusion protein and purified by Ni-NTA chromatography followed by DNA cellulose affinity chromatography (34, 35) .
Synthesis and purification of PAR
According to Kiehlbauch et al. (19) , PAR was synthesized with some modifications. Briefly, PAR was synthesized in a 20 ml incubation mixture comprising 100 mM TrisHCl pH 7.8, 10 mM MgCl 2 , 1 mM NAD + , 10 mM DTT, 60 mg/ml histone H1, 60 mg/ml histone type IIa, 50 mg/ml octameric 'activator' oligonucleotide GGAATTCC and 150 nM human PARP-1. The reaction was stopped after 15 min by addition of 20 ml ice-cold 20% TCA. Following precipitation the pellet was washed with ice-cold 99.8% ethanol. Polymer was detached using 0.5 M KOH/50 mM EDTA and purified as described (36) . After extraction with phenol-chloroform-isoamyl alcohol PAR was precipitated with ethanol overnight. Following centrifugation PAR was air-dried and stored at À208C
Biotinylation of ADP-ribose chains
Typically 150 nmol of purified PAR synthesized in vitro were incubated under reductive amination conditions in sodium acetate buffer pH 5.5 containing 4 mM biocytin hydrazide (Pierce) in a total volume of 500 ml for 8 h at room temperature. Following dialysis overnight polymer was precipitated with ethanol and concentrations were determined using UV absorbance at 258 nm (37) . Successful labeling was confirmed by 20% native PAGE and subsequent semi-dry blot onto a nylon membrane (Amersham Biosciences). After blocking with 2% bovine serum albumin (BSA) in Tris-buffered saline-Tween 20 (TBS-T) solution biotinylated PAR was detected by streptavidin-POD (Amersham Biosciences). Bands were visualized by chemiluminescence imaging using a FujiLAS 1000.
HPLC fractionation of polymers and characterization on sequencing gels
Polymer fractionation was performed using a Shimadzu LC-8A HPLC system equipped with a semi-preparative DNA Pac PA100 column (DIONEX). Five micromole of purified, biotinylated PAR were applied to the column and polymers were eluted using a multistep NaCl gradient in 25 mM Tris-HCl pH 9.0 modified from Kiehlbauch et al. (19) . Fractions were collected manually according to UV absorbance at 258 nm. Separated biotin-labeled PAR was precipitated with ethanol, dissolved in 500 ml water and stored at À208C. Subsequently, ADP-ribose polymers were characterized on modified sequencing gels (18) . Typically 50 pmol of the respective fraction were subjected to electrophoresis and separated polymers were visualized using GELCODE Color silver stain (Pierce) as described (36) .
Binding of immobilized proteins to PAR
Typically 15 pmol of recombinant protein was vacuum aspirated onto nitrocellulose membranes (Amersham Biociences) using a slot-blot manifold (Schleicher & Schuell). The membranes were cut into appropriate pieces and these were incubated with 500 pmol of the respective ADP-ribose fraction in 5 ml TBS-T. After three washing steps with TBS-T containing 1 M NaCl, membranes were blocked with 5% (w/v) skim milk powder in TBS-T, bound polymers were detected using 10H antibody and secondary peroxidase-conjugated antimouse IgG (DakoCytomation). Bands were visualized in the FujiLAS1000 device using enhanced chemiluminescence. Evaluation of blots was performed with AIDA software (Raytest).
Affinity purification of biotinylated PAR
Prior to gel shift experiments end-biotinylated fractionated PAR was affinity-purified using SoftLink TM Soft Release Avidin Resin (Promega) as described in the user manual. Briefly, biotinylated polymer was diluted in bind and wash (BW) buffer containing 50 mM Tris-HCl pH 8.0, 50 mM NaCl to 2 ml and applied to the resin. The flowthrough was collected and loaded once again. Subsequently, the column was washed with 6 ml BW buffer and bound biotinylated PAR chains were gently eluted in 1 ml steps using 5 mM D(+)-biotin. The purification process was monitored by native 20% PAGE and detection was performed using streptavidin-POD and enhanced chemiluminescence.
Eluted biotinylated PAR was pooled and dialyzed against MilliQ water overnight. Thereafter samples were lyophilized using a Speed Vac and dissolved in 100 ml MilliQ water. Concentration of affinity-purified PAR was determined by native PAGE using a 49-mer oligonucleotide (Invitrogen) as standard.
PAR electrophoretic mobility shift assay
The protein of interest was incubated in an appropriate volume of 10 mM Tris-HCl pH 7.4, 1 mM EDTA for 10 min at 258C. Affinity-purified biotinylated PAR of defined chain length (250 fmol of 16-mer and 125 fmol of 55-mer, respectively) was added and complex formation was allowed for 20 min at 258C to reach equilibrium. Subsequently the reaction mixture was supplemented with 10Â loading dye resulting in a final volume of 25 ml. The samples were electrophoresed through 5% native polyacrylamide gels for 2.5 h at 160 V to separate free and bound ADP-ribose polymer. Thereafter, samples were transferred to a nylon membrane via semi-dry blotting. Then the membrane was blocked with 2% BSA in TBS-T and biotinylated ADP-ribose chains were detected with streptavidin-POD. Blots were visualized using a FujiLAS 1000 chemiluminescene imager and quantification was performed using AIDA Software.
Surface plasmon resonance
All SPR binding sensorgrams were obtained with Biacore T100 and SA sensor chips (GE Healthcare).
Biotinylated PAR (14-mer or 63-mer) was immobilized on a streptavidin-coated SA sensor chip. Briefly, a 5 nM solution of the respective PAR chain in PBS buffer pH 7.4 was injected over the flow cell to obtain a response level of 8-12 RU (14-mer) and 3-5 RU (63-mer), respectively. A reference cell without immobilized ligands was used to subtract buffer refractive effects and as a control for unspecific binding. Furthermore, specificity of sensor surface was checked using monoclonal antibody 10H as positive control and BSA as negative control. The following concentrations of 10H were injected: 0.01, 0.05, 0.1, 1.0, 2.0, 2Â 5.0 and 10 nM at a flow rate of 60 ml/min, 120 s contact time, 600 s dissociation time. This was followed by a first (30 s contact time, 2 M NaCl + 0.1% SDS) and a second regeneration step (60 s contact time, 2 M NaCl + 0.1% SDS). The following concentrations of XPA were injected: 5.0, 10, 50, 2Â 100, 200, 300, 400 and 500 nM. Flow rate was 50 ml/min, 70 s contact time, 600 s dissociation time. This was followed by a first (60 s contact time, 6 M guanidine HCl) and a second regeneration step (90 s contact time, 2 M NaCl + 0.1% SDS). For kinetic titration a 2-fold dilution series of p53 was injected as follows: 1000, 500, 250, 125 and 62.5 nM (for PAR 14-mer); 400, 200, 100, 50 and 25 nM (for PAR 63-mer). Data evaluation was carried out using Biacore T100 Evaluation 1.1.1. which allows the fitting of experimental data with implemented kinetic models. In the case of kinetic titration, data were evaluated with BIAevaluation software 4.1.
Statistical analysis
EMSA data are displayed as means + SEM. Each EMSA experiment, done in triplicates, was performed at least twice. The data obtained were analyzed using GraphPad Prism 4 software, and K D values were calculated by using a sigmoidal dose-response curve with variable slope. Curves were fitted using non-linear regression.
RESULTS
Terminal biotinylation of PAR
A number of methods to study PAR function have been established, but their power is often limited due to the large heterogeneity of PAR. Several efforts have been made to fractionate this complex polymer according to chain length (18, 19, 38) . Despite successful small-scale fractionation of PAR into defined size classes no study has been performed so far to investigate the impact of chain length on PAR-protein interactions. Major obstacles were the amount of ADP-ribose polymers required and the lack of tools to detect interactions without using PAR-specific antibodies.
We therefore set out to develop a new method for specific end-labeling of PAR chains. Purified PAR synthesized in vitro was coupled to biotin via a carbonylreactive biotin analog (biocytin hydrazide) ( Figure 1A ). This molecule attacks the reducing ribose terminus of the polymer chain, forming a stable bond under reductive amination conditions. The labeling reaction was time dependent as monitored by semi-dry blotting and reached a maximum after 8 h ( Figure 1B, left panel) . Interestingly, even very short ADP-ribose chains were efficiently biotinylated, yet the pattern of biotinylated PAR did reflect the distribution of synthesized ADP-ribose polymers. In addition, we observed that the extent of labeling depends on the incubation period used for detachment of the polymer from the acceptor protein during PAR purification ( Figure 1B, right panel) . With increasing time of incubation of the protein-coupled polymer under strong alkaline conditions the yield of the terminal biotinylation reaction decreased. This may be attributable to the elimination of the terminal ribose moiety catalyzed by strong bases (19) . The overall yield of biotinylated PAR was 10-20% as estimated by affinity chromatography/UV absorbance (data not shown).
In conclusion, we established specific biotin endlabeling of PAR, which enables novel biochemical analyses of this biopolymer, e.g. affinity studies, employing streptavidin-biotin chemistry.
Binding of PAR to immobilized proteins is influenced by chain length
Terminally biotinylated PAR was fractionated according to chain length using an anion exchange HPLC protocol as described by Kiehlbauch et al. (19) , with modifications. The semi-preparative column we used permits the separation of 5-10 mmol PAR in contrast to previous analytical columns with a limit of only 100 nmol PAR (19) . The fractions of biotinylated polymers were analyzed on modified sequencing gels to assess chain length and purity. Silver staining showed the successful separation of ADPribose polymers of defined size class ranging from 3 up to 70 ADP-ribose units (data not shown).
To assess the non-covalent binding of fractionated PAR chains to proteins, a classical approach was chosen. Equal amounts of each purified protein were immobilized on a nitrocellulose membrane and bound ADP-ribose chains were detected using the monoclonal PAR antibody 10H. The human tumor suppressor protein p53 was previously shown to interact in a non-covalent fashion with PAR and harbors three potential PAR-binding sites (20) . Since the binding of PAR to p53 influences its DNA-binding activity we asked whether there was specificity for a certain polymer size class. Surprisingly, ADP-ribose chains ranging from 5 up to 39 units bound rather poorly to p53 (Figure 2A ) whereas longer PAR chains displayed a higher affinity. Furthermore, the binding of separated PAR chains to immobilized human XPA was monitored. Short chains of up to 20 ADP-ribose moieties displayed weak affinity for XPA similar to the experiments performed with p53 ( Figure 2B ). Interestingly, PAR chains of 20-40 units showed higher affinity to XPA, compared to p53. PAR with more than 40 ADP-ribose units bound very tightly to XPA, comparable to p53.
Taken together, these experiments indicated a pivotal role of PAR chain length for regulating PAR-protein interactions.
Proteins display differential binding for PAR depending on chain length
To further analyze the non-covalent interaction of PAR and binding proteins as a function of chain length, a PAR EMSA was established. Increasing concentrations of recombinant XPA were incubated with fixed amounts of avidin affinity-purified short ADP-ribose chains (16-mer) and samples were subjected to native PAGE. Free as well as bound PAR polymer was detected via the terminal biotin-label using streptavidin-POD ( Figure 3A) . No specific interaction of XPA with short ADP-ribose chains was observed. At high XPA concentrations apparently some binding of PAR did occur, however without formation of a defined complex. Using long PAR chains (55-mer) XPA produced a complex in a concentrationdependent manner ( Figure 3B) . A concentration of 0.6 mM XPA was sufficient for complete binding of the available free polymer. Densitometric evaluation of the blots is depicted in Figure 3C , displaying the significant difference in PAR binding. In contrast, p53 promoted specific complex formation with short-PAR chains starting at 0.1 mM of p53 ( Figure 3D ). PAR was almost completely bound at 0.8 mM p53, as was detected by the formation of one discrete complex appearing at the top of the gel. The same set of experiments was repeated using long ADP-ribose molecules with an average chain length of 55 units ( Figure 3E ). Binding was detected already at or above 0.1 mM p53 and was nearly complete at 0.2 mM demonstrating the higher affinity of p53 for long chains. Strikingly, we observed that p53 was able to form three distinct specific complexes with long-PAR chains at higher concentrations. Blots were quantified and summarized clearly indicating the different affinities of p53 with regard to chain length ( Figure 3F ). Since all measurements were made in equilibrium, the EMSA results allowed the calculation of K D values representing the affinities of the respective proteins to the isolated PAR chains. The K D values we determined were all in the nanomolar range, demonstrating the high affinity of this non-covalent interaction (Table 1; Supplementary Table S1 ). In addition, there exists a binding specificity with regard to chain length as XPA was not able to form a specific complex with short ADP-ribose molecules in solution. 
Surface plasmon resonance analyses of PAR-protein interaction
To obtain more quantitative information we performed SPR real-time binding studies. SPR systems are optical biosensors that allow probe-free quantitative analysis of biomolecular interactions (39) . Two different biotinylated PAR chains (14-mer and 63-mer) were immobilized on streptavidin-coated sensor chips. Successful immobilization was checked by using monoclonal PAR antibody 10H. Specificity of the sensor surface was tested using BSA, which did not interact with the immobilized PAR at all (data not shown). Regeneration conditions were established successfully except for p53, which was therefore analyzed using kinetic titrations (40) .
Antibody 10H showed very high affinity and fast association to both short and long PAR chains. Curves were fitted with a bivalent binding model ( Figure 4A and B). The binding equilibrium of the first binding event was calculated to be 2.8 nM for the short and 0.35 nM for the long PAR chain (Table 1; Supplementary Table S1) .
Using XPA at up to 500 nM, no significant binding was observed with the short PAR oligomer whereas XPA displayed high affinity for long PAR chains (63-mer) with a K D value of 6.5 nM (Table 1; Supplementary Table S1 ) and thus confirming the results obtained by EMSA ( Figure 4C and D) . Best fits of the resulting data were obtained using a conformational change binding model based on the assumption that first a weakly bound binding state between the PAR chain and XPA is formed and a second tighter binding state is reached after a conformational change (41) . In contrast, p53 displayed strong binding to both short and long PAR chains ( Figure 4E and F). Especially for long PAR chains binding behavior is difficult to describe as p53 forms up to three PARprotein complexes as shown in EMSA experiments ( Figure 3E ). Using short PAR chains (14-mer) satisfactory fitting of the data was achieved with the Langmuir (1:1)-binding model (40) providing a K D value of 3.4 nM ( Table 1; Supplementary Table S1 ). These data are in line with the EMSA experiments, showing that p53 produces a single complex with short polymer.
Furthermore, we were able to estimate the stoichiometry of the PAR-protein complexes, using the observed maximum binding capacity R max of the respective protein, the molecular weight ratio of the different analytes and ligands and the immobilized amount of PAR (Supplementary Table S1 ) (42) . Disregarding the possibility of protein multimerization, antibody 10H displayed the highest binding stoichiometry with up to 21 molecules per 63-mer, implicating that one antibody molecule requires only 3-4 ADP-ribose units for efficient binding. p53 required 4-6 ADP-ribose units for efficient binding to long PAR. XPA showed a stoichiometry of four protein molecules per 63-mer chain and therefore requires $16 ADP-ribose units for binding. It should be mentioned that these values are only estimates due to the low amount of immobilized PAR (see Material and Methods section) and neglected protein oligomerization before or after binding to the surface, which is already known to occur in the case of p53 (43) .
DISCUSSION
We have shown that efficient terminal biotinylation of ADP-ribose chains is feasible and provides a novel, versatile tool to study the non-covalent PAR-protein interaction in liquid as well as in solid phase experiments. Previous approaches have explored photoreactive biotin analogs or biotinylated NAD + to label PAR chains, leading to the unselective incorporation of several biotin moieties (44, 45) . Other studies used 32 P-NAD + to label PAR radioactively (18, 19) , which is however not suited for large-scale preparations and does not offer the advantages of an affinity tag, e.g. biotin. In contrast, terminal modification of PAR with biotin allowed specific immobilization of separated ADP-ribose chains on streptavidin-coated surfaces and permitted the use in other applications such as EMSA.
Recent protocols have used analytical anion exchange HPLC and MonoQ anion exchange FPLC to sizefractionate up to 100 nmol PAR (19, 36) . Unlike these methods, the established semi-preparative HPLC allowed the fractionation of up to 10 mmol of PAR, which is equivalent to 100 runs using analytical HPLC.
By means of a slot blot assay we showed that the chain length of PAR has a strong effect on its interaction with p53 and XPA. p53 displayed lower affinity for ADP-ribose chains of up to 39 units, but strongly bound long-PAR chains. Binding of separated ADP-ribose chains to XPA is also influenced by polymer size and increased with growing chain length.
The immobilization of proteins on a membrane results in an enhanced rigidity of the protein and is likely to alter protein conformation, which may affect polymer binding. To overcome such possible limitations, we developed a novel PAR-EMSA using end-biotinylated, fractionated PAR chains. We observed that p53 could interact with both short (16-mer) and long chains (55-mer), promoting the formation of specific complexes. Interestingly, p53 formed three distinct complexes with long PAR chains whereas only one complex was produced with short chains at high p53 concentrations. This suggests that long PAR chains induce higher molecular weight complexes of p53, possibly by bridging two or more p53 molecules. Another possibility is that p53 complexes are formed in solution due to the increasing p53 concentration, but in the same experimental setup using short PAR chains such higher order structures of p53 were not observed ( Figure 3D ). Additionally, p53 harbors three PARbinding sites and each of them may form independent complexes depending on their respective affinities. This hypothesis is confirmed by SPR measurements of single p53 injections which are best fitted with a binding model assuming three independent binding domains and three different resulting complexes (data not shown). Two PARbinding sites are located in the DNA-binding domain and another motif resides in the tetramerization domain (20) . Oligomerization of p53 is known to be pivotal for DNA binding and its affinity to its DNA consensus sequence (43) . The high affinity of short and, even more so, of long PAR chains to p53 therefore support the finding that PAR dramatically reduces the sequence-specific and the unspecific DNA binding of p53 (21) . Additionally, the binding properties of the nucleotide excision repair (NER) protein XPA to PAR of defined chain length were assessed using EMSA and SPR technique. Unlike p53, XPA did not form a specific complex with short chains, but produced a complex with long ADP-ribose molecules (55-mer) in a concentrationdependent manner ( Figure 3B ). XPA showed a comparable affinity for long-PAR chains as p53, being in the nanomolar range. These results were confirmed using the SPR approach, which showed no interaction of XPA with short ADP-ribose chains (14-mer). The calculated stoichiometry for the non-covalent PAR-XPA interaction indicated that $16 ADP-ribose units are necessary for binding. Furthermore, SPR demonstrated that XPA binds to immobilized long PAR chains (63-mer) with considerably high affinity, i.e. in the low nanomolar range ( Figure 4D ). K D values derived from SPR measurements are $50-fold lower compared to EMSA analysis, which is a general phenomenon already been described in the literature (46) . XPA is involved in damage verification during NER and anchors structure-specific endonucleases to the damaged site (47) . Additionally, it can interact with the transcription factor TFIIH. A PAR-binding site has been identified in the C-terminal part of XPA overlapping with the TFIIH interaction domain (20) . It is conceivable that non-covalent interaction with long PAR molecules reduces DNA binding of XPA and/or may interfere with TFIIH protein interaction. Therefore, PAR might play a role in regulating XPA activity during NER.
In the present study, we established PAR chain length as a crucial determinant for specific, high-affinity noncovalent interactions with proteins. Depending upon the cellular situation, e.g. the presence of mild genotoxic stress, PARPs might catalyze the synthesis of PAR chains varying in chain length and branching complexity in order to recruit specific proteins and modulate their functions.
A growing body of evidence shows that the activity of PARP-1 is tightly regulated by phosphorylation and protein interactions (48) (49) (50) (51) . For example, it was recently reported that NMN adenylyl transferase 1 (NMNAT-1), an enzyme involved in NAD + biosynthesis, functionally associates with PARP-1 thereby stimulating PARP-1 activity (51). Such interaction is likely to change the pattern of synthesized PAR with regard to chain length and branching. Strikingly, overexpression of NMNAT-1 resulted in increased translocation of apoptosis-inducing factor (AIF) upon oxidative stress, which fits with the previous observations that in response to severe genotoxic stress PAR formation is a death signal and triggers the release of AIF leading to caspase-independent cell death (52-54). Interestingly, it was observed that it was especially long-chain PAR with more than 60 ADP-ribose residues that induced high rates of cell death, whereas short polymers with 16 ADP-ribose units had only little effect on cell survival. This underscores the importance of PAR as a signaling molecule and emphasizes the pivotal role of PAR chain length. Our data demonstrate for the first time that the affinity of the non-covalent PAR interactions with specific binding proteins (XPA, p53) can be very high (nanomolar range) and is dependent both on the PAR chain length and on the binding protein.
Moreover, we developed an efficient protocol for the large-scale preparation of size-fractionated, biotinylated PAR and established several novel methods, particularly EMSA and SPR, to study the interaction of PAR and specific binding proteins as a function of PAR chain length. These new tools will be instrumental for the precise characterization of this non-covalent binding and for clarification of the signaling role of ADP-ribose polymers.
